[Prokaryotic expression and function detection of Mycobacterium tuberculosis Hsp16.3].
To construct a prokaryotic expression vector of Mycobacterium tuberculosis (MTB) small heat shock protein Hsp16.3, express and purify the fusion protein of His-Hsp16.3, and identify its function. Hsp16.3 gene was amplified from H37Rv DNA by PCR, and then cloned into prokaryotic expression vector Pet28a. The positive recombinant plasmid Pet28a-Hsp16.3 was selected and identified by double enzyme digestion and sequencing. Then the recombinant plasmid of correct sequence was transformed into E.coli BL21 (DE3), and induced by IPTG. The expressed recombinant protein was analyzed by SDS-PAGE and Western blotting; the fusion protein was purified by Hislink spin protein purification system, and then detected for its concentration; real-time quantitative PCR (qRT-PCR) was used to determine the expressions of IL-10 and IFN-γ in mouse peritoneal macrophages treated by the purified fusion protein of different concentrations. Meanwhile, the blank control group and positive control group were set up and compared. Double enzyme digestion and sequencing showed that the recombinant plasmid Pet28a-Hsp16.3 was successfully constructed, and SDS-PAGE and Western blotting revealed that the fusion protein was expressed in E.coli BL21(DE3). Moreover, qRT-PCR showed that the purified fusion protein when added to the mouse peritoneal macrophage cells could significantly promote the produce of IFN-γ and restrain the expression of IL-10. MTB Hsp16.3 was successfully cloned, expressed and purified. His-Hsp16.3 could significantly promote the produce of IFN-γ and restrain the expression of IL-10.